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Supplementary Figure S2 CASA kinematic data in sperm following preparation by DGC. No significant difference in % total motility (A) or %
progressive motility (B) seen with 10 pM compound A—E compared with control over time: time 0 (T0) to 120 min. No significant difference in average
path velocity (VAP; C), curvilinear velocity (VCL; D), straight-line velocity (VSL; E) or lateral head displacement (ALH; F) following incubation with
10 uM compound A over time: time 0—120 min. No significant difference in VAP (G), VCL (H), VSL (I) or ALH (J) following incubation with 10 pM
compound B over time: time 0—120 min. CASA, computer-assisted sperm assessment; DGC, density gradient centrifugation.
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Supplementary Figure S2 Continued

90

90

I [
90 120

ALH pm

Il CONTROL

H

VCL um/s

120

ALH pm

120

Il CONTROL

80.0 -
70.0
60.0 -

50.0 - I I 1 I
40.0
30.0 -
20.0 -
10.0 -
0.0 - : : : :

I
TIME 0 30 60 90 120
TIME (MINS)

5.0 -
4.5

4.0 4 e
3.5 I I I I
3.0 -
2.5
2.0 -
1.5 -
1.0 4
0.5 -
0.0 - T r
30 60 90 120

TIME 0

TIME (MINS)

80 -
70 -
60 -
50 -
40 -
30 -
20 -
10
o

TIME O 30 60 90 120
TIME (MINS)

TIME O 30 60 90 120
TIME (MINS)

B



	Drug discovery for male subfertility using high-throughput screening: a new approach to an unsolved problem
	Introduction
	Materials and Methods
	Ethical approval
	Semen samples
	Sperm preparation
	Flexstation assay
	Compound screening
	Motility assessment: CASA
	Motility assessment: sperm penetration test
	Patch-clamp electrophysiology
	Cytoplasmic pH
	Statistical analysis

	Results
	Flexstation assay development
	Ion channel library screen
	Motility assessment
	Patch-clamp electrophysiology
	Cytoplasmic pH

	Discussion
	Supplementary data
	Acknowledgements
	Authors’ roles
	Funding
	Conflict of interest
	References




